The Balearic shearwater, Puffinus mauretanicus (Lowe, 1921) is an endemic seabird of the Balearic archipelago that is considered critically endangered by the International Union for the Conservation of Nature and Natural Resources (IUCN; Oro et al. 2004) . The current conservation status of the species is particularly fragile mainly due to very low adult survival (Oro et al. 2004 ). An additional threat comes from potential hybridization with the closely related Yelkouan shearwater, Puffinus yelkouan (Acerbi, 1827) (Genovart et al. 2005; Genovart et al. 2007) . Here, we present the characterization of 10 novel polymorphic microsatellites isolated from Balearic shearwater, which will provide valuable information on genetic diversity and population structuring of this species, as well as on hybridization with Yelkouan shearwater.
Two libraries enriched for CA and AAAG repeat sequences, respectively, were constructed using the protocols of Ostrander et al. (1992) and Hamilton et al. (1999) . Genomic DNA was extracted from ethanol-preserved muscle using a standard proteinase K/phenol-chloroform procedure, digested with RsaI and XmnI restriction enzymes (New Correspondence: Meritxell Genovart, Fax: +034 971611761; E-mail: m.genovart@uib.es England Biolabs), and ligated to universal SNX adaptors (Hamilton et al. 1999 ). Several stringent washes followed by magnetic field application allowed the recovery of the biotinylated CA/AAAG-enriched DNA that was subsequently ligated into a pGEM-T Easy vector (Promega). Approximately 850 transformed colonies (800 for the CA library and 50 for the AAAG library) were hybridized with the aforementioned probes, and positive colonies were detected using a chemiluminescent method (CDP-Star detection kit, Sigma). After a second screening process of amplification using the SNX adaptor and the CA and AAAG unlabelled probes, 162 recaptured clones (142 from the CA library and 20 from the AAAG library) were sequenced using universal M13 primers on an ABI PRISM 3730 automated sequencer (Applied Biosystems) with the ABI PRISM BigDye Terminator Cycle Sequencing Ready Reaction kit (version 3.0), and a total of 108 contained microsatellites. Of these, 23 were selected for primer designing using Primer 3 software (Rozen & Skaletsky 1998 ) (GenBank Accession nos EU158894-EU158911, EU815884, FJ372421-FJ372424), and 19 were successfully optimized.
Polymorphism was evaluated genotyping 55 individuals from two localities on Balearic Islands, Cabrera (N = 35) and Eivissa (N = 20). Genomic DNA was extracted from blood preserved in ethanol, using a standard proteinase K/ phenol-chloroform procedure. Polymerase chain reaction (PCR) amplifications were carried out on a Mastercycler EP-Gradient, and the 13-μL reactions contained 0.2 mm of each dNTP, 2-3 mm MgCl 2 , 1× Taq Buffer Advanced (20 mm Tris-HCl, pH 8, 100 mm KCl, 0.1 EDTA, 1 mm DTT), 0.4 μm of each primer, 0.8 U of Taq DNA polymerase (Eppendorf), and approximately 5 ng of DNA. The cycling profile was 35 cycles of 95°C for 45 s, 50-61°C for 30 s, and 72°C for 30 s. Forward primers were fluorescently labelled (6-FAM, NED, VIC of PET, Applied Biosystems), and fragments were run on an ABI PRISM 3700 DNA Analyser (250-500 LIZ size standard). Allele scoring was performed using GeneMapper version 3.7 (Applied Biosystems). Only 10 loci turned out to be polymorphic and one of them (Puff Sma6) was sex-linked (Table 1) . Sex identification by amplification of the CDH1 genes (Fridolfsson & Ellegren 1999) confirmed that this microsatellite is located on the W chromosome, as evidenced by its amplification only in females.
Number of alleles, observed and expected heterozygosities (Nei 1987) , exact test of Hardy-Weinberg, and linkage disequilibrium were calculated using GenePop version 3.3 (Raymond & Rousset 1995) (Table 1) . Number of alleles varied from two to 10 (N A = 5.0 ± 2.8), and genetic variability was very low (H O = 0.377 ± 0.241), as expected for a species that is genetically depress (Table 1) . No evidence of linkage disequilibrium was found after Bonferroni correction (P > 0.05) (Rice 1989) . After correcting for multiple tests (Rice 1989) , F IS pairwise comparisons for three loci (Puff 1.9, Puff PM2 and Puff G11F) showed a significant excess of homozygotes. Both the low frequency of null alleles detected (P < 0.2, Chapuis & Estoup 2007) , and the fact that we were able to successfully type most individuals, suggest that observed heterozygote deficiency was apparently not caused by allelic drop-outs. A probable explanation for the observed heterozygote deficiency could be an undetected genetic structure within colonies as a result of a possible nonrandom mating, as shearwaters are extremely phylopatric and tend to breed very close to their natal nest, thus favouring genetic substructuring. However, a population genetic analysis with more individuals is needed to further assess genetic structure in this species and to understand the factors that promote the observed heterozygote deficiency.
In addition, 23 Yelkouan shearwaters were analysed, and all newly developed markers were able to cross-amplify, showing one monomorphic locus, and similar values of genetic polymorphism, despite the lower number of individual assayed (Table 2) .
